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4.1.1. pFR-Luc Plasmid 



5xGAL4 
Binding Element 





TATA Box 




Luciferase 









Sequence of GAL4 Binding Element in the pFR-Luc Plasmid 

GT CGGAGTACTGTCCTCCG AG CGGAGTACTGTCCTCCG 
AG CGGAGTACTGTCCTCCG AG CGGAGTACTGTCCTCCG 
AG CGGAGTACTGTCCTCCG AG . CGGAGACT CTAGAGGG 
TATATATGGATCCCCGGGT AC CGAGCTCGAATTC- - 
- -CAGCTTGGCATTCCGGTACTGTTGGTAflErG- -Luciferase 



4.1.2. Fusion Transactivator Plasmids 



CMV 



= DNA Binding Domain 



Activation 



GAL4 (1-147) 



4.1.3. Control Plasmids 

pFC2-dbd: 
pFC-MEKK: 
pFC-MEKI*: 
pFC-PKA: 
PFC-MEK3: 



c-Jun (1-223) 
Elk1 (307-427) 
CHOP (1-101) 
CREB (1-283) 





CMV Promoter 


Ga!4-dbd (1-147) 










CMV Promoter 


MEKK (380-672) 









CMV Promoter 



MEK1.S218/222E.A32-51 



CMV Promoter 



PKA (catalytic subunit) 



CMV Promoter 



MEK3(MKK3), S221D.T225E 



/-Tjwre "7"" 



4.1.4. pFA-CMVl» mid 



pFA-CMV Plasmid 



BamHI StflSmal fcoRI Xbal H/ndlll ftfl Sad K£nl B«/ M 

GTA TCC CCG CGA T-C err CCS CC T G GA ATf CTA GAA GCT TCT GCA GAG CTC fi«T ACC AGA TCT TGA ATA ACT 
V S P G S G R A G X LEASAELGTRS • ■• 



w 



= 




Mtf II 
3718 



Noel 
3391 



Nae l 
3108 



Ctol 
2446 



-Nae 11 825 

. bla' 

Ssp I 2067 
Msf II 2086 
Ns/12178 



Afcf I 2250 



4.2. Preparation of medium and reagents 



Luciferase Assay Reagent (1*) 
40.0 mM tricine (pH 7.8) 
0.5 mM ATP 
10 mM MgS0 4 
0.5 mM EDTA 
10.0 mM DTT 
0.5 mM coenzyme A 
0.5 mM luciferin 



Cell Lysis Buffer (5x) 
40 mM tricine (pH 7.8) 
50 mM NaCl 

2 mM EDTA 

1 mM MgSO« 

5 mM DTT 

1% Triton* X-100 
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Amount of pFC-MEK3 (ng/well) 
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